[Abstract] Muscle function is determined by its structure and fiber type composition. Here we describe a protocol to examine muscle histology and myofiber types using hematoxylin and eosin (H&E) and immunofluorescence staining, respectively. H&E stain nucleus in blue and cytoplasm in red, therefore allowing for morphological analyses, such as myofiber diameter, the presence of degenerated and regenerated myofibers, and adipocytes and fibrotic cells. Muscle fibers in adult skeletal muscles of rodents are classified into 4 subtypes based on the expression of myosin heavy chain proteins: Myh7 (type I fiber), Myh2 (type IIA fiber), Myh1 (type IIX fiber), Myh4 (type IIB fiber). A panel of monoclonal antibodies can be used to specifically label these muscle fiber subtypes. These protocols are commonly used in the study of muscle development, growth and regeneration (for example: Wang et al., 2015; Nie et al., 2016; Yue et al., 2016; Wang et al., 2017) .
f. After removing the TA muscle, cut distal EDL muscle and peel off the EDL muscle. Carefully cut the proximal EDL tendon and remove the EDL muscle. To dissect soleus muscle (SOL), position the mouse prone on a dissection board and secure the leg with a T-pin ( Figure 1D ). g. Cut the tendon of gastrocnemius (GA) muscle and use it to peel off the GA muscle till the exposure of a SOL tendon ( Figure 1E ).
h. Cut the SOL tendon and use it to peel off the SOL muscle ( Figure 1F ). 
i. Hematoxylin and Eosin-stained images were captured with a 14.0 MP digital microscope camera which is attached via a c-mount to the side port of a Leica DMI 6000B microscope. i. Fluorescent images were captured using the Leica DMI 6000B fluorescent microscope.
Data analysis

H&E staining of Tibialis anterior muscle sections
Cardiotoxin (CTX) was injected into tibialis anterior (TA) muscles of 1-year old male mice to induce muscle damage which was followed by muscle regeneration. Two weeks after CTX injection, TA muscles were processed for cryosection and H&E staining ( 2. The H&E staining protocol is generated based on our daily practice. It is not necessary to fix the sections before the hematoxylin staining. In addition, the 'Blueing' procedure is not required after the hematoxylin staining.
3. In the immunostaining using MyHC antibodies from DSHB, avoid fixation of the sections. 
